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FIGURE 1: Expression of a 43 kDa protein corresponding to mature Der pi in fusion 
with the prepeptide MF-alpha of Pichia pastoris (construct pNIV481 1) in yeast cells. 
The culture supernatants from various Pichia pastoris clones incubated in the 
absence or presence of methanol (methanol induction for 1 to 5 days indicated on the 
x axis) have been analyzed by SDS-PAGE and immunoblot analysis using an anti- 
Der pi peptide (1 17-133) polyclonal antibody. 
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FIGURE 2: Expression of mature Der pi (30 kDa) in fusion with the prepeptide of 
Pichia pastoris MF-alpha (construct pNIV4817) in yeast cells. The culture 
supernatants from Pichia pastoris cells incubated in the absence (JO) or presence of 
methanol for 1 day (Jl) have been concentrated 50 times and, then, analyzed by SDS- 
PAGE and immunoblot analysis using an anti-Der pi peptide (1 17-133) polyclonal 
antibody. Arrows indicate the mature Der pi doublet at about 30 kDa 
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FIGURE 3: Expression of Der pi in fusion with its propeptide (construct pNIV4812) 
in CHO-K1 cells. The cell extracts from different clones of CHO-K1 cells transfected 
with pNIV48l2 (lanes 3-8) or transfected with the vector pEE14 alone as negative 
controls (lane 1 & 2) have been analyzed by SDS-PAGE and immunoblot analysis 
using an anti-Der pi peptide (1 17-133) polyclonal antibody. The arrow indicates the 
mature Der pi protein. 
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FIGURE 4: Expression of Der pi in fusion with its propeptide (construct pNIV4840) 
in drosophila cells S2 (Invitrogen). The cell extracts of different clones of CHO-K1 
cells transfected with pNIV4840 (lanes 1 & 4) or transfected with the inducible vector 
pMT/V5-His alone as negative controls (lanes 2,3,5, & 6) have been analyzed by 
SDS-PAGE and immunoblot analysis using an anti-Der pi peptide (1 17-133) 
polyclonal antibody. The induction has been carried out for 22 hours (1-3) and 28 
hours (4-6). 
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FIGURE 5: Expression of non-cleavable, non-activable Der pi mutant in fusion with 
its pro-peptide (construct pNF/4842) in drosophila cells S2 (Invitrogen). The cell 
supernatants from transiently transfected S2 cells with pNIV4842 (lanes 1-4) or 
transfected with the inducible vector pMT/V5-His alone as negative control (lanes 5) 
have been analyzed by SDS-PAGE and immunoblot analysis using an anti-Der pi 
peptide (1 17-133) polyclonal antibody. Lanes 1 to 4 correspond to 1,4, 5, and 6 days 
of induction, respectively. Arrows indicate the pro Der pi doublet at about 36 kDa. 
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FIGURE 6: Expression of non-active Der pi mutant in fusion with its propeptide 
(construct pNIV4843) in drosophila cells S2. The cell supernatants from transiently 
transfected S2 cells with pNIV4843 (lanes 6-9) or transfected with the inducible 
vector pMT/V5-His alone as negative control (lanes 5) have been analyzed by SDS- 
PAGE and immunoblot analysis using an anti-Der pi peptide (1 17-133) polyclonal 
antibody. Lanes 6 to 9 correspond to 1,4, 5, and 6 days of induction, respectively. 
Arrows indicate the mature Der pi doublet at about 36 kDa 
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Figure 7 , Derpl restriction map 

(Linear) MAP of: Derpl. seq check.: 7532 from: 1 to : 963 
ID DP11695 standard; RNA; INV; 10 99 BP. 
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